Cells were used on the same day in which they were obtained from patients or donors on after overnight incubation in culture medium at 4 #{176}C. Cells were washed three times in PBS at 4 #{176}C and were resuspended in PBS at 4 #{176}C after the final wash. Aliquots of 0.48 mL of the cell suspensions were transfered to 1 .5 mL Eppendorf micnocentnifuge tubes so that each tube contained at least 20 million cells and not more than 40 million cells. Double samples both without and with 20 .tmol/L unlabled dexamethasone were incubated with 200 nmol/L [3H]dexamethasone-21-mesylate for four hours at 4 #{176}C with periodic gentle resuspension.
At the end of the incubation period the cell suspension was gently pelleted and the supennatant was discarded.
The cell pellet was frozen at -80 #{176}C for I 5 minutes and then 0.02 mL of hypotonic buffer was added. The cell pellet was allowed to thaw at 4 #{176}C for 15 minutes with gentle resuspension in the hypotonic buffer and then was centrifuged in an Eppendonf centrifuge at 4 #{176}C for I 5 minutes. The supernatant, (0.02 mL), which is referred to as cytosol, was immediately added to the sample buffer for gel electrophoresis, followed by the addition of /3-mencaptoethanol.
The sample was immediately boiled for two minutes and then applied directly to the polyacrylamide gel. In certain experiments, samples were handled in an identical manner 
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